Supplemental Figure 1: GC treatment causes an increase in TRAP activity in osteoclasts and osteocytes after 21 days
Histological sections of femurs stained for TRAP expression (cells stained red) and counterstained with methyl green (scale bar = 50 um) in proximal trabecular bone (A-D) and mid-shaft cortical bone (E-H) after 7 and 21 days treatment with placebo and prednisolone. TRAP activity was absent in all samples except bone treated with prednisolone for 21 days. Interestingly, we observed large TRAP+ osteoclasts in the trabecular region (D) while the TRAP+ cells present in cortical bone appeared to be both osteoclasts and osteocytes.
Supplemental Figure 2: DEVD blocks Dex-induced cell death
The ability of DEVD to block dexamethasone-induced apoptosis in osteocytes was determined as in Plotkin et al. MLO-Y4 osteocytic cells were cultured on collagen type I-coated dishes at 37 °C and 5% CO2. To set up each experiment, cells were trypsinized, counted, and replated into collagen type I-coated 6-well plates at 50,000 cells/well. The next day, media was replaced and cells were pre-treated with 1 μM DEVD or vehicle (PBS) for 30 minutes. Dexamethasone (Dex) was dissolved in sterile water and applied to wells at a final concentration of 0.1 μM. An equal volume of vehicle (water) was used in control wells. All wells were harvested after 24 hours of Dex treatment.
To quantify cell death, nonadherent cells were collected from each well prior to trypsinization of cells adhered to the culture dish. The trypsinized cells were collected with media containing serum and combined with the nonadherent cells before centrifugation. Each cell pellet was resuspended in an equal volume of media and diluted in 0.4% trypan blue stain. Cells containing and excluding trypan blue staining were counted using a hemacytometer, with eight measurements made for each replicate of each condition. . In addition to a shift of the overall lacunar size distribution in cortical bone at day 7, there is a shift in the overall percentage of smaller osteocytes due to prednisolone treatment except in cortical bone after 21 days of treatment. For all graphs, bars represent mean ± SEM from n≥3, *=p-value≤0.05 compared to placebo control. 
